. Flowchart illustrating the analytical approach taken. Gnetum gnemon and (c) Nicotiana tabacum using the methylation-sensitive restriction enzymes MspI (M), HpaII (H) and ScrFI (S) and hybridization of restricted DNAs with the 18S rDNA probe (see Figure 6a ). The MspI/HpaII isoschizomeres cut at CCGG and are sensitive to CCG and CG methylation, respectively. BstNI (B) and ScrFI are nearly isoschizomeric pairs cutting at CCWGG and CCNGG, respectively. BstNI is methylation-insensitive, ScrFI is sensitive to methylation of the inner C (CHG methylation). There are more than five target restriction sites in each 18S gene. The probe hybridised to high-molecular-weight bands (red vertical bars) produced by digestion with methylation-sensitive HpaII. This indicated that rDNA sequences are heavily methylated at CG sites in all species. MspI digestion yielded high-molecular-weight fragments in G. biloba and N. tabacum while in G. gnemon the probe hybridised mostly to low-molecular weight bands (circled in red). In all species, the probe hybridised to low-molecular-weight BstNI fragments.
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